Abstract
propose that Lck undergoes conformational changes upon T cell activation, driving it from its segmented into confined and free periods (Fig. 1B) , depending on whether L Conf was above or 148 below the threshold (Fig. 1C) . From this analysis it was evident that molecules that diffused 149 slowly for 3 or more consecutive states were found to be confined (Fig. S1 ). This analysis
150
was applied to all trajectories recorded in a cell (Fig. 1D) resting and stimulated T cells, strongly suggesting that the kinase has a sophisticated search 319 strategy.
320
In a study employing immunofluorescence staining, a pre-existing pool of constitutively showed that diffusion behaviour dependent on the conformational state of the enzyme. were closer to the value that we obtained for wtLck-PAmCherry in stimulating conditions. (1 pixel ≈ 0.097 nm) and then to track the particles by setting the search radius to 10 pixels.
424
The data was later analyzed by a custom MATLAB (Mathworks) adaptation of the trajectory 425 analysis part of a previously published multi-target tracing (MTT) code 32 . Immobile particles
426
(RMSD < 2 pixels) and trajectories shorter than 15 frames were excluded from analysis. 
